Abstract Calpains are a family of Ca 2+ -dependent intracellular cysteine proteases, including the ubiquitously expressed μ-calpain (CANP1) and m-calpain (CANP2). The CANP1 has been found to play a central role in postmortem proteolysis and meat tenderization. However, the physiological roles of CANP1 in cattle skeletal satellite cells remain unclear. In this study, three small interference RNA sequences (siRNAs) targeting CANP1 gene were designed and ligated into pSilencer plasmid vector to construct shRNA expression constructs. Suppression of CANP1 in satellite cells was evaluated using these shRNA expressing constructs. Our results revealed that all three siRNAs could downregulate the expression of CANP1. Suppression of CANP1 significantly reduced cell viability in cell proliferation when compared with control cells. We found a crosstalk between CANP1 and caspase systems, particularly suppression of CANP1 resulted in an increase in the expressions of apoptotic caspases such as caspase-3, caspase-6, caspase-7, caspase-8, and caspase-9, as well as heat-shock protein (HSP) systems. Additionally, suppression of CANP1 led to the upregulation of other apoptosis and DNA damage-regulating genes whilst at the same time downregulating proliferation, migration, and differentiation-regulating genes. The results of our findings report for the first time that suppression of CANP1 resulted in the activation of caspase and HSP systems which might in turn regulate apoptosis through the caspasedependent cell death pathway. This clearly demonstrates the key roles of CANP1 in regulation of cell proliferation and survival.
Introduction
Calpains are a family of Ca 2+ -dependent intracellular cysteine proteases, including the ubiquitously expressed μ-calpain (CANP1) and m-calpain (CANP2). Both CANP1 and CANP2 are heterodimers, consisting of a distinct large 80-kDa catalytic subunit, encoded by the genes CANP1 and CANP2. Several studies on meat muscle tissue have shown that the calpain proteolytic system plays a central role in postmortem proteolysis and tenderization (Huff-Lonergan and Lonergan 2005; Gandolfi et al. 2011) . High calpain activity leads to the improvement of meat tenderness (Kent et al. 2004; Kemp et al. 2010) . However, some studies (using either in vitro or in vivo models) demonstrated that, among the ubiquitous calpains, CANP1 has the most significant role in postmortem proteolysis and meat tenderization, whereas CANP2 and calpain-3 do not autolyze in postmortem muscle and are therefore not involved in postmortem tenderization (Koohmaraie et al. 1987; Geesink et al. 2006; Kemp et al. 2010) .
The physiological function of calpains in living organisms such as cell lines and animals is still not fully understood, and a lot of controversies exist. Calpain activity is regulated by a variety of factors, including Ca 2+ , phospholipids, endogenous calpain-specific inhibitor peptide, and calpastatin (Sorimachi et al. 1997; Goll et al. 2003) . It has been reported that calpains are apparently involved in a multitude of physiological and pathological events. Previous studies using synthetic inhibitors have implicated the role of calpains in various pathological processes (Huang and Wang 2001) and physiological processes (depending on cell lines and species) such as cell spreading, cell migration and attachment, motility, myoblast fusion, and apoptosis (Huttenlocher et al. 1997; Potter et al. 1998; Goll et al. 2003; Dedieu et al. 2004; Honda et al. 2008 ).
Since conventional inhibitors used for the studies of the functions of these enzymes lack specificity, the individual physiological function and biochemical mechanism of these three isoforms, especially CANP1, are not clear. In contrast, in recent years, RNA interference (RNAi) mediated by small interfering RNA (siRNA) has been widely used in gene function studies (Xia et al. 2002; Jain et al. 2010) . The RNAi method usually utilizes short hairpin RNA (shRNA) expressed from plasmid vector. The shRNA expressing construct is integrated into the genome, becomes a sustainable source of siRNA, and produces sustained RNAi effects. Thus, the RNAi strategy, which can inhibit each calpain isoforms specifically, would be a powerful tool to clarify physiological functions. Although a number of studies found that CANP1 has a central role in muscle proteolysis and meat tenderization processes, and it also plays some physiological roles in some cell lines as mentioned above. However, the exact role of CANP1 in cellular processes of bovine skeletal satellite cells remained unknown till now. Since cattle are important animals with significant economic value. Understanding the role of particular genes which regulate the growth and myogenesis process are extremely important to control the muscle tissue growth in particular. Herein, we used siRNAs to generate a specific knockdown of CANP1 at the cellular level. We generated CANP1 knockdown of the satellite cells isolated from Korean native cattle, using pSilencer plasmid vector-mediated siRNAs and provided clear evidence that CANP1 is mainly involved in proliferation and survival of bovine skeletal satellite cells.
Materials and Methods
Cell preparation and culture. The satellite cells were isolated from 24-mo-old Korean native cattle (Hanwoo) following the method of Dodson et al. (1987) . The entire work involving the use of animals was approved by an Institutional Animal Care and Use Committee. Briefly, the semitendinosus muscle (500 g) was excised from Korean native cattle immediately after slaughter at a commercial abattoir (located in Jeonju province, South Korea). The connective tissue and most of the fat were trimmed off and discarded. The muscle was cut into small fragments (about 3 mm 3 ). After enzymatic digestion with 1% pronase solution (Sigma, St. Louis, MO) at 37°C for 60 min, single cells were separated from the fragments by repeated centrifugation at 1,000×g for 10 min at room temperature. The primary muscle cells were cultured in Dulbecco's modified Eagle's medium (DMEM) (Gibco, Grand Island, New York) supplemented with 15% fetal bovine serum (Gibco), 100 IU/ml penicillin, and 100 μg/ml streptomycin (Sigma) in a humidified incubator at 37°C with 5% CO 2 . To isolate satellite cells from the primary muscle cells, the cells were applied to a magnetic cell sorting system (AutoMACS, Milteny Biotech, Bergisch Gladbach, Germany); when the cells reached 80% confluence, they were collected and re-suspended in 1× phosphate-buffered saline (PBS, Gibco) supplemented with 0.5% bovine serum albumin and 2 mM EDTA. After centrifugation (1,500×g for 5 min), the cell pellet was resuspended in 1× PBS (100 μl) containing 10 μg anti-Mcadherin antibodies (DB BioScience, San Diego, CA) and then incubated with 20 μl of anti-mouse IgG1 micro beads at 4°C for 30 min. Finally, cell suspension (10 7 cells in 2 ml PBS) was loaded into a magnetic cell sorting system to isolate satellite cells. After sorting, the positive cells were counted using a hemacytometer, and the percentage of satellite cells was determined. Furthermore, to confirm whether the isolated cells are really myogenic satellite cells, the positive cells were also cultured in myogenic differentiation medium (DMEM containing 2% horse serum) for 7 d to check the myotube formation. The cells were stained with hematoxylin solution (Sigma) and finally stained with eosin solution (Muto Pure Chemicals Co, Tokyo Japan).
Designing of siRNA and construction of plasmid vector. Three siRNA sequences against CANP1 were designed as per the siRNA designing program (http://www.ambion.com/techlib/ misc/siRNA_design.html). The siRNAs were converted to shRNAs by using the siRNA target finder program for the pSilencer vector on the web page (http://www.ambion.com/ techlib/misc/psilencer_converter.html). The three target sequences for constructing pSilencer plasmid vector against CANP1 were named as CANP1-siRNA1 top: (5′-GAT CCG CTG GAACACCACCCTGTATTTCAA GAGAATA CAGGGTGGTGTTCCAGTTTTTTGGAAA-3′) and CANP1-siRNA1 bottom: (5′-AGCTTTTCCAAAAAACT GGAACACCACCCTGTATTCTCTTGAAATACAGGGT-GGTGTTCCAGGG-3′); CANP1-siRNA2 top: (5′-GAT CCGCTTCAAGTCCCTCTTCAGATTCAA GAGATCT GAAGAGGGACTTGAAGTTTTTTGGAAA-3′) and CANP1-siRNA2 bottom: (5′-AGCTTTTCCAAAAAA CTTCAAGTCCCTCTTCAGATCTCTTGAATCTGAAGA-GGGACTTGAAGCG-3′); CANP1-siRNA3 top:
, and CANP1-siRNA3 bottom: (5′-AGCTTTTCCAAAAAA CAAGGAAGGTGACTTTGTGTCTCTTGAACACAAAG-TCACCTT CCTTGCG-3′). These oligo sequences were annealed, and the resulting annealed shRNAs were ligated into pSilencer hygro vectors by T4 DNA ligase between the BamH I and Hind III restriction sites according to the manufacturer's instructions. The ligated product (shRNA expression constructs) was transformed into Escherichia coli GC TM competent cells (Sigma) following the manufacturer's protocol. After amplification, the ligated product was isolated using a GenElute Plasmid Miniprep Kit (Sigma) and then was digested by endonuclease BamH I and Hind III restriction enzymes. The digested product (shRNA and plasmid vectors) was visualized by agarose gel electrophoresis and then used for the transfection.
Transfection of shRNA expression constructs. The isolated satellite cells were grown in DMEM in a humidified incubator at 37°C with 5% CO 2 . Cells were transfected with either shRNA expression constructs or pSilencer hygro vector negative control (control) using Lipofectamine 2000 TM reagent (Invitrogen, Carslbad, CA) according to the manufacturer's instructions. Following the transfection, the cells were incubated for 24 h and then were used to investigate the transfection efficiency, confocal scanning laser microscope (CSLM), and microarray analysis.
Cell viability assay. Cell viability was determined by using CCK-8 colorimetric assay. Briefly, cells were seeded into 96-well plates with 100 μl growth medium without antibiotics at density of 2×10 4 cells/well. One day after, the cells were transfected with either 100 ng of shRNA expression constructs or pSilencer hygro vector negative control as described above in the present study. Twenty-four hours after transfection, 10 μl of CCK-8 solution was added to each well and incubated for 4 h at 37°C in a humidified incubator. The light absorption was measured at 450 nm with a microplate reader (Bio-Rad, Hercules, CA). The cell viability was expressed as a percent of control culture value.
Confocal scanning laser microscope. (CSLM) The cells were transfected with either CANP1-siRNA expression constructs or pSilencer hygro vector negative control as described above in the present study. The transfected cells were then stained with contents of live/dead cytotoxicity kit following the previously established method (Amna et al. 2013) . Finally, the stained cells were observed under the fluorescence microscope.
Real-time polymerase chain reaction. To assay the efficiency of CANP1 suppression by siRNA transfections and the possibility the siRNAs-induced cell death is regulated by particular genes, the analyses of CANP1, caspase-3 (CASP3), caspase-7 (CASP7), caspase-9 (CASP9), heat-shock protein 27 (HSP27), heat-shock protein 70 (HSP70), and heat-shock protein 90 (HSP90) mRNA expression in the shRNA expression constructs-transfected cells and control cells were carried out using real-time polymerase chain reaction (RT-PCR) (CFX96 TM Real-Time PCR Detection Systems, Bio-Rad). Twenty-four hours after transfection, total RNA was extracted from the satellite cells using a RNA isolation kit, TRIzol (Sigma-Aldrich). cDNA was synthesized from the total RNA using the reverse transcriptase first-strand cDNA synthesis kit according to the manufacturer's protocols. Primers specific for the Bos taurus CANP1, CASP3, CASP7, CASP9, HSP27, HSP70, HSP90, and a housekeeping gene glyceraldehyde 3-phosphate dehydrogenase (GAPDH) used in this research were as follows: CANP1 (forward 5′-CCCTCAATGACA CCCTCC-3′ and reverse 5′-TCCACCCACTCACCAAACT-3′); CASP3 (forward 5′-GTTCATCCAGGCTCTTTG-3′ and reverse 5′-TCTATTGCTACCTTTCG-3′); CASP7 (forward 5′-GAATGGGTGTCCGCAACG-3′ and reverse 5′-TTGG CACAAGAGCAGTCGTT-3′); CASP9 (forward 5′-CGC CACCATCTTCTCCCTG-3′ and reverse 5′-CCAACGTCT CCTTCTCCTCC-3′ ); HSP27 (forward 5′ -ACCA TTCCCGTCACCTTCC-3′ and reverse 5′-TCTTTA CTTGTTTCCGGCTGTT-3′); HSP70 (forward 5′-CGTG ATGACCGCCCTGAT-3′ and reverse 5′-CGGCTGG TTGTCCGAGTA-3′); HSP90 (forward 5′-TTGGCTATCC CATCACTC-3′ and reverse 5′-TTCTATCTCGGGCTTGTC-3′); and a housekeeping gene GAPDH (forward 5′-CACC CTCAAGATTGTCAGC-3′ and reverse 5′-TAAGTCC CTCCACGATGC-3′). PCR was performed using 20 μl reaction volumes, containing 10 μl SsoFast TM EvaGreen® Supermix (Bio-Rad), 0.5 μl each (10 pmol/μl) of forward and reverse primers, 1 μl of cDNA (100 ng/μl), and 8 μl of nuclease-free water. The PCR thermal cycle reaction consisted of initial annealing at 57°C for 2 min, denature at 95°C for 3 min, followed by 40 cycles of denaturation and annealing at 95°C/10 s and 60°C/10 s, respectively. The relative expression of transcripts present for the measured genes in the satellite cells was normalized to GAPDH transcripts. Relative ratios were calculated using the method as discribed by Pfaffl (2001) .
Preparation of cell lysates and Western blot. After 24 h of transfection, the transfected cells were harvested, and protein content was extracted using CelLytic TM M kit (Sigma) according to the manufacturer's instructions. The protein concentration was determined using Bio-Rad protein assay kit (Bio-Rad). Whole protein (50 μg) of each sample was separated on 12.5% acrylamide with 4% acrylamide stacking gels. The proteins from gels were transferred to Hybond-P PVDF membrane (GE Healthcare, Amersham, UK) for 60 min at 200 mA. Membranes were blocked in 20 ml of blocking solution (20 mM Tris-HCl, 137 mM NaCl, 5 mM KCl, and 0.05% Tween 20) for 60 min and then incubated for 60 min at room temperature with either CANP1 (1:1,000), CASP9 (1:1,000), HSP27 (1:1,000), HSP90 (1:1,000), or actin (1:1,000) primary antibodies in blocking solution. Subsequently, the bound primary antibodies were then labeled with alkaline phosphate-conjugated rabbit anti-mouse IgG secondary antibody in blocking solution for 60 min at room temperature. The bound protein-antibodies were visualized by incubating the membrane with alkaline phosphate-conjugate substrate (Bio-Rad).
Microarray analysis. The total RNA was extracted from the transfected cells for microarray analysis. The synthesis of target cRNA probes and hybridization were performed using Agilent's LowInput QuickAmp Labeling Kit (Agilent Technology, Santa Clara, CA) according to the manufacturer's instructions. The fragmented cRNA was then re-suspended with 2× hybridization buffer and directly pipetted onto assembled bovine (V2) gene expression 4×44K microarray (Agilent Technologies). The hybridization images were analyzed by Agilent DNA microarray Scanner (Agilent Technology), and the data quantification was performed using Agilent Feature Extraction software 10.7 (Agilent Technology). All data normalization and selection (fold-changed) were performed using GeneSpringGX 7.3.1 (Agilent Technology). Reliable genes were filtered by flag, following the Agilent manual. The average of normalized ratio was calculated by dividing the average of control normalized signal intensity by the average of test normalized signal intensity. Functional categorization of gene families over-represented was performed using the program from the NIAID web site (http://david.abcc.ncifcrf.gov/summary.jsp).
Statistic analysis. The experiments were performed in triplicates. ANOVA test was applied to test the significance of difference in the cell proliferation, mRNA, and protein expression levels between the cells transfected by three different shRNA expression constructs with pSilencer hygro vector negative control (control). All mean values were compared using the Duncan's multiple-range test at the 5% level of significance (SAS Institute, Cary, NC, 2007) .
Results
Confirmation of shRNA constructs for RNAi study. The shRNA consists of a sense strand, a short loop sequence, an antisense strand, and following four continuous thymines RNA polymerase III terminator. All of the three annealed shRNA template inserts were ligated between the BamH I and Hind III sites of the pSilencer plasmid vector. Sixteen hours after the transformation of the constructs into the E. coli GC TM competent cells, transformed cells produced distinct colonies on LB-agar plate containing ampicillin (50 μg/ml) as selective media. The expected CANP1-siRNAs and plasmid vector digested with BamH I and Hind III was visualized in 1.8% agarose gel electrophoresis (Fig. 1) .
Transfection efficiency. In order to get effective siRNA sequences, three shRNA expression constructs were constructed. In this study, we optimized the transfection conditions, and the CANP1 mRNA as well as protein expression levels were assayed by RT-PCR and Western blot, respectively. Transfection with a plasmid encoding CANP1-siRNAs resulted in significant downregulation of mRNA and protein levels in satellite cells (Fig. 2) . In particular, the relative mRNA expression levels of CANP1 gene in the cells transfected by CANP1-siRNA1, CANP1-siRNA2, and CANP1-siRNA3 constructs were reduced by 16.49%, 72.64%, and 85.54%, respectively, when compared with the control cells ( Fig. 2A ). Also, the protein level in CANP1-siRNA transfection was significantly lower than that observed in control cells (Fig. 2B and C) .
Identification of satellite cells, cell viability, and CSLM assay. After sorting, the positive cells were counted, and the percentage of satellite cells was determined to be 12.5%. The percentage of fused cells (multinucleated myoplasts) was 25±1.5% at day 5 and increased to 30±2.3% at day 7 of incubation. The positive cells cultured in growth medium and finally cells from fourth passage were used for the cell viability and CSLM assay. Three separate shRNA expression constructs including CANP1-siRNA1, CANP1-siRNA2, and CANP1-siRNA3 were screened for their ability to silence CANP1gene expression in satellite cells. Following optimizing the transfection conditions for cell number, volume of transfection agent used, and the appropriate concentration of each shRNA expression constructs, the CCK-8 assay was used to assay the effect of CANP1 knockdown on cell viability in cell proliferation. Figure 3A shows the CCK-8 data of three different shRNA expression constructs at 24 h posttransfection. The obtained data clearly showed that all three CANP1-siRNAs significantly reduced the cell viability. The cell viability after 24 h transfection was reduced by 42.50%, 48.69%, and 63.20% in CANP1-siRNA1, CANP1-siRNA2, and CANP1-siRNA3, respectively, compared with the control cells. The present results indicate that the effect of CANP1 knockdown on the viable cells in cell proliferation varied depending on each CANP1-siRNA sequences. Additionally, no floating cells were observed in the control (Fig. 3B) , whereas a large number of floating cells were seen after the CANP1-siNRAs transfection (Fig. 3C) . Furthermore, the morphological changes and cell death by CANP1 knockdown was studied using confocal microscopy. The CSLM provides information about cell behavior in a wet environment. In the present study, because the CANP1-siRNA3 reduced the cell viability the most, we therefore selected the CANP1-siRNA3-transfected cells for the CSLM analysis. One can observe that no dead cells were found in the cells transfected with pSilencer hygro vector negative control (control) (Fig. 3D) . However, dead cells were observed after 24 h CANP1-siRNA3 transfection (Fig. 3E) . From the obtained CLSM images, it is clear that knockdown of CANP1 by specific CANP1-siRNAs caused cell death. The CLSM results are in good agreement with cell viability results by CCK-8 assay (Fig. 3A) .
Gene expression profile. In order to understand the probable mechanism of cell death (apoptosis) caused by CANP1 suppression, we further studied the expressions of representative related genes as well as the genome of the transfected cells. In particular, we explored the mRNA expression of several representative apoptotic caspases and HSPs including CASP3, CASP7, CASP9 and HSP27, HSP70, and HSP90 by using RT-PCR technique. Our results pointed out that the CASP3 gene expression increased 1.49-, 1.67-, and 1.71-fold in the CAPN1-siRNA1, CAPN1-siRNA2, and CAPN1-siRNA3-transfected cells, respectively (Fig. 4A) when compared with control. The CASP7 gene expression increased 1.19-, 1.45-, and 1.58-fold in the CAPN1-siRNA1, CAPN1-siRNA2, and CAPN1-siRNA3-transfected cells, respectively (Fig. 4A) . The CASP9 gene expression also increased 1.62-, 1.87-, and 2.39-fold in the CAPN1-siRNA1, CAPN1-siRNA2, and CAPN1-siRNA3-transfected cells, respectively (Fig. 4A) . Similarly, the HSP27 gene expression increased 3.75-, 1.90-, and 3.22-fold relative to control cells in the CAPN1-siRNA1, CAPN1-siRNA2, and CAPN1-siRNA3-transfected cells, respectively (Fig. 4B) . The HSP70 gene expression increased 1.13-, 1.52-, and 3.27-fold relative to control cells in the CAPN1-siRNA1, CAPN1-siRNA2, and CAPN1-siRNA3-transfected cells, respectively (Fig. 4B) . The HSP90 gene expression also increased 4.14-, 2.25-, and 3.05-fold relative to control cells in the CAPN1-siRNA1, CAPN1-siRNA2, and CAPN1-siRNA3-transfected cells, respectively (Fig. 4B) . Furthermore, we explored the protein expression levels of the representative CASP9, HSP27, and HSP90 genes by Western blot. The results showed that the CASP9, HSP27, and HSP90 protein levels in CAPN1-siRNAs transfected cells significantly increased (Fig. 5) .
Even though RT-PCR with specific primers confirmed that CANP1 was silenced at the mRNA level, and CASP3, CASP7, CASP9, HSP27, HSP70, and HSP70 genes were upregulated in RT-PCR analysis, we were interested to double-check the expression level of these genes as well as the genome by using microarray analysis. The microarray technique provides information about genetic regulatory pattern changes of large numbers of genes induced by various stimuli. As indicated by the present results, the CANP1-siRNA3 reduced the cell viability the most. It also showed the highest silencing capacity; therefore, we chose the CANP1-siRNA3-transfected cells for the microarray analysis. Similarly, the results of microarray analysis showed that CAPN1 expression was reduced significantly whereas CASP3, CASP7, CASP9, HSP27, HSP70, and HSP90 mRNA expressions were increased significantly (Fig. 6) . The results of microarray analysis were consistent with the results obtained in the RT-PCR (Fig. 6) .
In addition to the aforementioned genes, we also analyzed expression profiling of genomes of the cells following the transfections. Interestingly, we observed that 12,809 genes were upregulated, whereas 14,418 genes were downregulated. On the other hand, we compared the gene expression profiles in CAPN1-siRNA3-transfected cells and control cells. In the scatter plot shown in Fig. 7 , the position of each gene on the plot is determined by its expression level in both CAPN1-siRNA3-transfected cells (x-axis) and control cells (y-axis). Genes with identical or similar expression are depicted by a black line whereas the gene clusters around the red line depicts the ≥2-fold upregulation. The green solid line demonstrates the ≤2-fold downregulation. The red spots at the top of red line indicate ≥3-fold upregulation whereas the blue spots at the bottom of green line illustrate ≤3-fold downregulation, respectively. We identified 437 genes (1.25% of 34,726 genes examined) whose expression level in CAPN1-siRNA3-transfected cells was ≥2-fold higher than those of control cells, and 150 genes (0.43% of 34,726 genes examined) expression level was ≤2-fold lower than those in control cells.
By comparing CAPN1-siRNA3-transfected cells with control cells, we identified 50 genes that were downregulated at least ≤3-fold after transfected by CAPN1-siRNA3. The downregulated genes were grouped according to the biologically functional categories, including regulation of cell proliferation (18 genes), muscle cell differentiation (9 genes), positive regulation of (Table 1) . On the other hand, we identified 64 genes that were significantly upregulated by at least ≥3-fold following 24 h CAPN1-siRNA3 transfection. The upregulated genes were also grouped according to the biologically functional categories, including defense stress/response (13 genes), regulation of apoptosis or cell death program (49 genes), and response to DNA damage stimuli (2 genes) ( Table 2) .
Discussion
In this study, the primary satellite cells were derived directly from semitendinosus muscle of 24-mo-old Korean native cattle. The in vitro properties exhibited by primary cultures of satellite cells more closely reflect their in vivo properties than those exhibited by transformed cell lines (Allen 1987) . Numerous studies have been carried out in which animals were chosen as key experimental units to develop speciesspecific satellite cell cultures (Greenlee et al. 1995; Burton et al. 2000) . However, all of these satellite cell researchers worry about contaminating cells such as fibroblasts, which get co-isolated with satellite cells during cell isolation regimens. These contaminating cells potentially could overrun the cultures and provide biased measures of cell activity in vitro (Rhoads et al. 2009 ). However, in the present study, to decrease the presence of non-myogenic cells in primary cultures, the cell suspensions were loaded onto a magnetic cell sorting system, to isolate the satellite cells and ensure that culture systems were control and interpretable. Addtitionally, after the cell sorting to confirm whether the positve cells are really satellite cells, we Figure 7 . Expression profiling of genes in CANP1-siRNA3-transfected cells and control cells. The gene expression profiles of transfected cells or control were assessed using microarray analysis. Genes present on the bovine gene expression microarray were plotted using a scatter plot. The position of each gene on the plot is determined by its expression levels in control (x-axis) and CANP1-siRNA-transfected cells (y-axis). also cultivated the positve cells in the myogenic differentiation medium (DMEM containing 2% horse serum) for 7 d and confirmed the capacity of myotube formation of the cells. Thus, from our screening experiment, it is concluded that the isolated cells have a potential of myogenesis differentiation into myotubes; therefore, we confirmed that the isolated cells are really myogenic satellite cells. In this study, three siRNA sequences silencing CANP1 mRNA in cattle skeletal satellite cells with the highest scores were selected on the basis of ranking criteria of Reynolds et al. (2004) . Several workers have also reported the efficient silencing of specific genes by RNAi approach using plasmid vectors to transfect into the fibroblast cells (Golding et al. 2006) . In the present experiment, suppression of CANP1 by the all three shRNA expression constructs resulted in a significant reduction of viable cells in cell proliferation. Furthermore, the cell behavior was also tested by CLSM analysis; the CLSM images clearly demonstrated that knockdown of CANP1 by specific CANP1-siRNA3 resulted in the cell death whereas normal growth was observed in control cells. The results of the cell viability assay and CLSM analysis clearly indicated a crucial role of CANP1 in cell proliferation as well as survival of bovine satellite cells. On the other hand, a recent study (Azam et al. 2001 ) using in vivo model has demonstrated that inactivation of CANP1 in mice resulted in platelet dysfunction. However, the mutant mice displayed normal growth suggesting that the physiological function of CANP1 may be different depending on the cell types and animal species. Huttenlocher et al. (1997) also found that inhibition of CANP1 in Chinese hamster ovary cell lines resulted in inhibition of cell migration. In our study, it was also found that knockdown of CANP1 led to the downregulation of the migration-regulating genes. Moreover, the knockdown of CANP1 also resulted in a downregulation of proliferationregulating genes ( Table 1 ), indicating that CANP1 not only plays an important role in the regulation proliferation but also the migration of the skeletal muscle satellite cells. More recently, Dedieu et al. (2004) reported that inhibition of both Honda et al. (2008) found that inhibition of CANP2 blocked the fusion of myoblast C2C12 cell lines to multinucleated myotubes. Our findings report for the first time that specific knockdown of CANP1 in cattle skeletal satellite cells resulted in the reduction of viable cells in cell proliferation and finally caused the cell death. Apoptosis or programmed cell death is orchestrated by the family of caspases including initiator caspases (e.g., caspase-8, caspase-9, and caspase-12) and effector caspases (e.g., caspase-3, caspase-6, and caspase-7) (Earnshaw et al. 1999) . The genetic components of apoptosis have been reported as follows; the first involves the release of cytochrome c from mitochondria, which then binds to apoptotic protease-activating factor-1 (Apaf-1) in the apoptosome, leading to the activation of caspase-9, which then activate the effector caspases such as caspase-3, caspase-6, and caspase-7 (Grutter 2000) . It was reported that the caspases cause cell death by involving the activation of caspases which in turn cleave key protein substrates; such as threonine-protein kinase (Raf-1), important for cell growth and survival (Lazebnik et al. 1995; Li et al. 1998; Luo et al. 1998; Widmann et al. 1998) . In the present study, to determine whether the CANP1 knockdown reduced viable cells in cell proliferation and led to the cell death is regulated by cysteine aspartate-specific proteases (caspases), HSPs, as well as other genes, we explored the possible implication of these genes in the observed apoptotic cell death under the transfection. Our study results showed that the suppression of CANP1 led to the activation of the apoptotic caspases, also an increase in the expressions of the stress response, DNA damageregulating genes when compared with the control. In the present study, we also found that there was a cross-talk between CANP1 and caspase system. Although, the precise mechanism of the cross-talk between CANP1 and the caspase proteolytic systems is not clearly established; however, it was hypothesized that calpain activation may be upstream or downstream of caspases (Rami 2003) . We found that the suppression of CANP1 greatly increased expressions of caspases and these results implied that CANP1 activation was the downstream of caspases in our experimental model. Our study results supported the previous studies that reported a cross-talk between the calpain and the caspase systems (Del Bello et al. 2007; Liu et al. 2009 ). From our findings, it can be concluded that the possible mechanism by which the suppression of CANP1 led to the cell death is because of the activation of apoptotic caspases which might in turn promote the proteolysis of the proteins important for cell proliferation as well as cell survival and promote apoptosis through the caspase-dependent cell death pathway. However, further experiments are needed to elucidate the key protein substrates cleaved by these apoptotic caspases in the cell death program.
In addition to the caspase systems, the HSPs which are a family of protective proteins have been implicated in the prevention of structural damage of proteins from apoptotic processes (Beere 2005) and also the regulation of apoptosis in cells (Sreedhar and Csermely 2004) . In this study, it was observed that the suppression of CANP1 resulted in an increase in HSP27, HSP70, and HSP90 expressions as assayed by RT-PCR, microarray, and Western blot. Liossis et al. (1997) reported that an over-expression of HSP70 showed enhancement of Fas-mediated apoptosis cell death in Jurkat cells while HSP90 has been reported as an important factor in helping the propagation of the apoptotic signal (Galea-Lauri et al. 1996) . Also, HSP90 is necessary for the activity of the death domain kinase and the receptor interacting protein, which sensitize cells to tumor necrosis factor-induced cell death (Lewis et al. 2000) . Therefore, based on previous studies and our results, it is probably suggested that, besides the apoptotic caspase systems, HSPs are probably also involved in the apoptosis caused by CANP1 knockdown.
Conclusion
The present study found a crosstalk between CANP1 and caspase systems, in that suppression of CANP1 resulted in an activation of apoptotic caspases and HSPs expressions as well. Suppression of CANP1 resulted in a significant downregulation of proliferation, migration, and differentiation-regulating genes, suggesting that CANP1 not only plays a central role in the regulation of proliferation but also migration and differentiation of cattle skeletal satellite cells. From the results obtained in this study, it is summarized that suppression of CANP1 leads to the activation of apoptotic caspases which in turn regulate apoptosis through the caspase-dependent cell death pathway and clearly demonstrates the crucial role of CANP1 in regulation of cell proliferation as well as cell survival.
